Assays for Akt.
An increasing number of publications have underscored the importance of the serine/threonine kinase Akt in the regulation of cell survival, proliferation, and insulin-dependent metabolic cell responses. Critical to the understanding of Akt signaling in cells are experimental methods that assess its activation and phosphorylation state. In this chapter, we evaluate the most commonly used techniques to examine Akt activity. Immunocomplex kinase assays that utilize Akt-specific substrates are described, as is the use of phosphospecific antibodies directed against Akt phosphorylation sites. Furthermore, we introduce coupled enzyme assays that indirectly measure the activity of Akt by examining the activity of Akt substrates.